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Metacommunities are dynamic systems, but the influence of time independently of
environmental change in their configuration has been rarely considered. In temporary
ponds, strong temporal effects are expected to influence their metacommunity
structure, even in relatively constant environments such as tropical habitats. We
therefore expect that time as an independent factor could modulate tropical pond
metacommunities, which would be also less affected by niche-related processes
than by dispersal-related processes. In addition, good dispersers should be more
environmentally structured than bad dispersers, which should be more spatially
structured. Finally, the relevance of temporal effects should vary among organisms
with different generation times. To test these hypotheses, we surveyed 30 temporary
ponds along the dry tropical region of western Costa Rica and Nicaragua at three
different moments of their hydroperiod: shortly after the infilling of the water bodies,
at the middle of the hydroperiod and just before desiccation. We obtained data on
56 environmental variables and used geographic coordinates to build spatial variables
(Moran Eigenvector Maps). We collected biological samples and estimated the specific
abundance of phytoplankton, zooplankton and benthic invertebrates. To evaluate
the relative role of environmental, spatial and temporal (sequential sampling season)
effects for metacommunity organization, we used variation partitioning with distance-
based redundancy analyses for each group of organisms. The inclusion of time in
the analysis highlighted that pure temporal effects explained part of metacommunity
variance in almost every group, being as important as spatial or even environmental
effects for some groups of organisms. In contrast to the assumed low environmental
constraints in tropical areas (i.e., high and stable temperatures), we found strong
environmental effects. Passive dispersers were more influenced by environmental
factors than active ones. We also found a positive relationship between the body
size of the different groups of organisms and the magnitude of the temporal effects,
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interpreted as related to generation time. Finally, when analyzing each sampling period
separately, we found differences in the relative role of environment and space at different
sampling periods, showing that snapshot surveys may not be representative of highly
dynamic metacommunities.
Keywords: multi-taxon study, dbRDA, MEM analysis, dispersal limitation, species sorting, temporal effects,
tropical limnology
INTRODUCTION
The establishment of the metacommunity concept as referring to
a group of communities linked by dispersal of their interacting
species (Hanski and Gilpin, 1991; Wilson, 1992) prompted
a turning point in understanding species distributions and
abundances. Not only environmental filtering (the species sorting
paradigm; Leibold et al., 2004), but other mechanisms related
to spatial effects and dispersal rates, play a key role structuring
metacommunities. Patch-dynamics (Levins and Culver, 1971),
sink-source dynamics (or mass-effects; Holt, 1993) and neutral
(Hubbell, 2001) paradigms are complementary to the species
sorting approach when studying metacommunity assembly. In
this framework, there is however a temporal component that
has seldom been considered when testing theoretical expectations
with empirical data. The common snapshot-survey studies
neglect not only temporal changes in environmental conditions
and in the influence of the spatial context, but also direct temporal
effects on metacommunity structure due to processes such as life
cycles, population growth or priority effects (Brendonck and De
Meester, 2003; Fukami, 2015; Leibold and Chase, 2018).
Under the metacommunity framework, freshwater ecosystems
are particularly interesting due to their isolation in relation to the
terrestrial landscape. Rivers, lakes and ponds have largely been
studied in order to understand the role of dispersal limitation
and species sorting in such isolated communities (e.g., Soininen
et al., 2007; Escrivà et al., 2015; López-Delgado et al., 2019).
Pond metacommunities show a high degree of randomness
(Chase, 2007), although strong environmental effects are also
frequently observed (Leibold and Chase, 2018). Mass and priority
effects at small scales (Heino et al., 2015; Castillo-Escrivà et al.,
2017b) and dispersal limitation at large (Soininen et al., 2011;
Heino et al., 2015) or even small spatial scales (Castillo-Escrivà
et al., 2017a) seem also to be important processes affecting pond
metacommunity structure. Temporary ponds, as intermittent
ecosystems, strongly depend on seasonal dynamics related to
their hydroperiod, egg-bank hatching and colonization processes
(Williams, 2005; Chase, 2007; Castillo-Escrivà et al., 2017c).
Desiccation is a major evolutionary pressure in temporary water
bodies, where habitat availability changes cyclically, sometimes
unpredictably, and organisms are adapted to this desiccation by
means of different life-cycle strategies: while some organisms
resist drought in the sediment (resting eggs, anhydrobiosis, seeds,
etc.), some others need to abandon the habitat and recolonize
from neighboring waterbodies (Brendonck and De Meester,
2003; Richter-Boix et al., 2011; Olmo et al., 2012; Brendonck
et al., 2017; Wisnoski et al., 2019). As a consequence, some traits
such as generation time, type of dispersal or survival strategy
toward desiccation may influence temporal dynamics, which
in turn may strongly regulate metacommunity composition
(Boix et al., 2004; Holt et al., 2005; Fernandes et al., 2014;
Castillo-Escrivà et al., 2017c).
Freshwater metacommunity studies are biased toward
temperate regions with strong temperature seasonality, this
possibly driving major changes in metacommunity structure.
In contrast, tropical regions show a reduced thermal variability,
while precipitations, especially in areas with a dry tropical
climate, have large annual fluctuations. These fluctuations,
consequence of the alternation of rainy and dry seasons, may
lead to a high connectivity between ponds through extensive
floods, producing a regional environmental homogenization
(Thomaz et al., 2007) that locally diverges when the waterbodies
become isolated during the dry season (Rojo et al., 2016).
Thus, results on spatial and environmental effects on pond
metacommunities sampled in temperate regions are expected to
notably differ from those of tropical areas, not only because of
differences in temperature regimes but also because of heavy rain
effects on connectivity.
Previous studies on freshwater metacommunities point
toward dispersal mode as an important trait driving
metacommunity structure. It is expected that better dispersers
will show weaker spatial patterns than those with lower
dispersal ability. As a consequence, flying active dispersers and
small-size passive dispersers will be more affected by species
sorting than non-flying active dispersers or large-bodied passive
dispersers (De Bie et al., 2012; Padial et al., 2014). However, this
pattern has not been supported by all metacommunity studies
(Heino et al., 2012; Schulz et al., 2012; Grönroos et al., 2013;
Leibold and Chase, 2018). Perhaps, differences among studies
in spatial scales, connectivity or groups of organisms being
analyzed may hinder the observation of consistent patterns or,
alternatively, dispersal abilities might be more idiosyncratic
that one may expect from body size and moving capabilities.
For these reasons, a multi-taxon approach in metacommunity
research, including groups of different body sizes and dispersal
strategies could help to disentangle how metacommunities are
actually structured.
In this study, we test the influence of environmental,
spatial and temporal factors on metacommunity structure
of a wide range of organisms inhabiting tropical temporary
ponds, including algae, rotifers, microcrustaceans, and
macroinvertebrates (mainly mollusks and insects). Thus, we
encompass multiple life-cycle strategies against desiccation
(including resting eggs or spores in algae, rotifers and
crustaceans, anhydrobiosis in some rotifers and copepods,
terrestrial adult stages in insects, etc.) and distinct reproductive
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strategies (binary fission in cyanobacteria, strict parthenogenesis
in some rotifers, cyclic parthenogenesis in rotifers or cladocerans,
sexual reproduction in insects, etc.) which are strongly
related with dispersal ability (active and passive dispersal)
and colonization. In addition, the wide variability of taxa also
includes a wide variability in body size, from a few microns
in cyanobacteria to several centimeters in adult insects, which
is correlated with generation time (Sammarco and Strychar,
2009; Brown et al., 2018). Empirical metacommunity analyses
have seldom been carried out surveying multiple taxonomic
groups from the same waterbodies, on repeated occasions,
and over a wide spatial extent (e.g., Beisner et al., 2006),
and even fewer of these at low latitudes (Domis et al., 2013;
Padial et al., 2014; Rojo et al., 2016). This work aims at filling
these gaps. Considering the standing issues on temporary
pond metacommunity dynamics and the differences between
groups of organisms and climatic settings we hypothesize
that (i) not only spatial and environmental components drive
metacommunity structure but also independent temporal
factors; (ii) niche-related processes should be relatively less
important than dispersal-related processes in structuring tropical
pond metacommunities, as compared to published data on
more seasonally variable temperate pond metacommunities;
(iii) metacommunities of small passive dispersers should
be strongly environmentally structured thanks to a high
connectivity in tropical ponds through flooding, while
metacommunities of larger-bodied organisms with reduced
dispersal abilities might still show strong patterns of spatial
structure; (iv) the influence of the temporal component
should vary between organisms with different generation
times, showing a positive relationship between these two
variables, and (v) metacommunity patterns observed in snapshot
surveys may provide a biased view of the major ecological
processes structuring metacommunities because of considerable
variation through time.
MATERIALS AND METHODS
Study Area and Environmental
Characterization
We surveyed 30 temporary stagnant freshwater bodies from
a dry tropical region on the Pacific watersheds of Costa Rica
and Nicaragua. These 30 ponds were selected in order to
include a wide range of environmental conditions regarding
salt content, nutrient concentration or land use, covering a
large spatial extent. Selected waterbodies were grouped in
four main clusters over a maximum distance among them of
370 km: Palo Verde National Park (Tempisque River lower
basin) and the slopes of Miravalles and Tenorio volcanoes
(Tempisque River middle basin), both in Costa Rica, and the
delta of Estero Real and the Western region of Nicaragua,
both in Nicaragua (Figure 1). Sasa et al. (2015) provide
further details on the location, geographical setting and
environmental characterization of sampling sites. Due to the
temporality of these water bodies, we surveyed them thrice
during their hydroperiod: 2 weeks after infilling (June 2010);
once again in the middle of the hydroperiod, during the flooding
peak (September 2010) and the last time immediately after
the end of the rainy season, before the desiccation of the
ponds (January 2011).
We assessed a set of 56 environmental variables for each
pond, including limnological, hydrogeomorphological, biotic,
climatic, landscape, and conservation status. In every survey,
we measured in situ water temperature, total dissolved solids
(TDS), electric conductivity (EC) and pH using a Hanna pH/EC
meter HI 98130; oxygen concentration was measured with the
Winkler method and transparency with a Snell tube. In addition,
we took water samples in order to analyze nutrient and ion
concentrations in the lab: 250 ml of unfiltered water for anion
analyses (bicarbonate and carbonate alkalinity (Alk), chloride
and sulfate), 100 ml of unfiltered water, fixed with nitric acid,
for cation analysis (Na+, K+, Mg+2, Ca+2), and 100 ml of
filtered water (through GF/F Whatman filters) for nutrient
(PO43−, NO3−, NO2−, NH4+) concentration analysis (Rice et al.,
1992). The used GF/F filters were analyzed for chlorophyll-a
concentration following Jeffrey and Humphrey (1975). Further
details on sampling and analytical methods and limnological
results are described in Sasa et al. (2015). We calculated some
ratios between nutrient or ionic concentrations to be used as
possible explanatory variables (Alk/Ca+2, Alk/(Cl− + SO42−),
(Ca+2 + Mg+2)/(Na− + K−), Ca+2/Mg+2, NO3−/NO2−,
NO3−/NH4+). As for hydrogeomorphological variables, we
measured the maximum and average depth of each water body,
using a graduated stick, and gathered information from field
data on the origin of the water (rain, streams, phreatic) and
hydroperiod length (seasonal or semipermanent). Furthermore,
we measured the area, perimeter, morphology {shoreline
development: DL = L/[2
√
(πA)]; Aronow, 1982} and altitude.
Regarding biotic variables (besides chlorophyll-a concentration),
we visually estimated the percentage of water surface and
shoreline covered by macrophytes and helophytes, respectively,
and recorded the presence of livestock. We downloaded climatic
variables, including maximum annual temperature, minimum
annual temperature, average annual temperature, temperature
range, annual average precipitation, and precipitation seasonality
from the online server worldclim.org (using historical climate
data from 1970 to 2000; Fick and Hijmans, 2017) and extracted
these data by means of ArcGis 10.0 (ESRI, 2006). As for the
landscape and land use of the watershed surrounding each
pond, we estimated the percentage of land surface occupied
by agriculture, buildings, forest, scrub, low grass and high
grass, and landscape heterogeneity. For this purpose, we
manually measured the percentage cover of these categories
in a buffer area of 100 m of diameter around the sampling
point using Google Earth (Google Inc.) satellite images. The
landscape heterogeneity was calculated with a Shannon index
of the proportions of the above-mentioned landscape categories.
Finally, we determined the conservation status of each wetland
through the ECELS (ECELS1-5 and total ECELS) index (Boix
et al., 2010; Sasa et al., 2015). Instead of using latitude and
longitude as spatial variables, we calculated Moran’s Eigenvector
Maps (MEMs) (Dray et al., 2006), consisting of a matrix of
positively autocorrelated orthogonal variables of different spatial
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FIGURE 1 | Map of the study area with the location of the studied ponds, grouped in four main clusters: DER (Delta of Estero Real), WRN (Western Region of
Nicaragua), TRMB (Tempisque River Medium Basin), and TRLB (Tempisque River Low Basin). Based on Figure 1 in Sasa et al. (2015).
scales. The environmental characterization is summarized in
Supplementary Table S1.
We built three different matrices with the data gathered:
(i) a spatial matrix, including MEMs, presence or absence
of connectivity with other neighboring waterbodies and a
categorical factor corresponding to the region (Costa Rica or
Nicaragua), (ii) a temporal matrix, with the sampling period, as
a dummy variable, and (iii) an environmental matrix, with all
the variables explained above. These matrices were further used
in statistical analyses together with the biological communities
data (see below).
Biological Communities
We collected biological samples of phytoplankton, zooplankton,
and benthic invertebrates at each site and sampling period.
Phytoplankton samples were collected in 100-ml amber-colored
glass bottles, directly from the water column, and fixed with
Lugol’s iodine solution. Zooplankton quantitative samples were
taken by filtering a volume of water (2–20 L measured
with a graded jar, until filter got plugged) through a 35-µm
mesh filter in order to ensure the capture of the smallest
rotifers and microcrustaceans, and fixed with 4% formaldehyde.
These samples were collected from the different microhabitats
observed, including different depths, substrate or vegetation
types and coverages. Benthic invertebrates were collected using
a 250 µm pore-size hand net, taking samples from every
distinct microhabitat. These samples where fixed with ethanol
96%. In the lab, all the collected groups of organisms were
identified and counted using a Leica Leitz Biomed microscope,
a Leica DMIL Led inverted microscope and a Leica M205C
stereomicroscope, up to the maximum taxonomic resolution
possible using a variety of taxonomic works, mostly the
following: Huber-Pestalozzi (1976–1982) and Wołowski and
Hindák (2005) for phytoplankton; Koste (1978) and Segers (1995)
for rotifers in the zooplankton samples; Elías-Gutiérrez et al.
(2008) and references therein for cladocerans and copepods
(Cyclopoida and Calanoida); Meisch (2000) and Karanovic
(2012) and references therein for ostracods; and Domínguez
and Fernández (2009), Springer et al. (2010), and Thorp and
Covich (2010), and references therein, for benthic invertebrates
other than ostracods.
With these data, we built species abundance matrices
of all three sampling periods for a series of (nested)
groups of organisms: the whole phytoplankton dataset, and
separately for Cyanobacteria, Chlorophyceae, mixotrophic
phytoplankton (Chrysophyceae, Cryptophyceae, Euglenophyta,
and Dinoflagellata) and Diatomea; Rotifera; non-Decapoda nor
Isopoda crustaceans (from now on, Crustacea), and separately
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for Branchiopoda, Copepoda, and Ostracoda; all benthic
macroinvertebrates (excluding Ostracoda) and separately for
Mollusca, Insecta, Paleoptera (Ephemeroptera and Odonata),
Heteroptera, Coleoptera, and Diptera.
Statistical Analysis
In order to determine the role of environmental, temporal and
spatial factors over the structure of the metacommunity,
we carried out variation partitioning analyses (Peres-
Neto et al., 2006). The relative abundance matrices were
Hellinger-transformed in order to reduce the influence of
rare and ubiquitous species (Legendre and Gallagher, 2001).
Environmental variables were transformed depending on
their initial frequency distribution, using either logarithms,
the arcsine of the square root, or the square-root, in order to
reduce the leverage effect of outliers and to approach them to a
normal distribution.
We implemented 17 partial distance-based redundancy
analyses (dbRDA) with the purpose of explaining the variation
of each species matrix in relation to the environmental [E],
spatial [S], and temporal [T] matrices. Variation partitioning
allows quantifying the percentage of variation explained
purely by the environmental component [E| (S + T)], purely
by the spatial component [S| (E + T)] and purely by the
temporal component [T| (E + S)]. Furthermore, part of the
metacommunity variation can also be explained by an overlap
between two or more components: environmental and spatial
overlap [(E ∩ S)| T], environmental and temporal overlap
[(E ∩ T)| S], spatial and temporal overlap [(S ∩ T)| E] and
environmental, spatial and temporal overlap [E ∩ S ∩ T].
Variables from environmental, spatial and temporal data
matrices went through a forward selection process prior to each
variation partitioning analysis, with a double stopping criterion
(Blanchet et al., 2008). To further study the relative effects
of the temporal component on metacommunity organization
across organisms, we compared three groups of taxa with
varying generation times, which are highly correlated with
body size (Sammarco and Strychar, 2009; Brown et al., 2018):
phytoplankton, microinvertebrates (rotifers, branchiopods,
copepods and ostracods) and macroinvertebrates (remaining
groups of analyzed benthic invertebrates).
In order to check if snapshot survey results are representative
of the whole metacommunity dynamics through time, we
performed a variation partitioning analysis for selected
groups, following the same method as explained above but
now performing a test separately for each sampling period
and group of organisms, and therefore excluding temporal
variables from analyses.
To test for significant differences in the pure temporal
component between groups with different generation times
(phytoplankton, micro-, and macroinvertebrates), and in pure
components between groups of organisms with different
dispersal strategies (passive/active), we performed Kruskal-
Wallis tests (Kruskal and Wallis, 1952). All analyses were
performed with R (v3.6.0; R Core Team, 2019) and R packages
vegan (Oksanen et al., 2019), ade4 (Bougeard and Dray, 2018)
and adespatial (Dray et al., 2019).
RESULTS
Altogether, we found 295 phytoplankton taxa, most of
them identified to species level (Cyanobacteria: 44 taxa;
Chlorophyceae: 114 taxa; mixotrophic phytoplankton: 56 taxa;
Diatomea: 77 taxa), 102 rotifer taxa, most of them identified to
species level, so as the 80 crustacean taxa (Branchiopoda: 34 taxa,
Copepoda: 15 taxa, including 13 Cyclopoida and 2 Calanoida,
Ostracoda: 31 taxa) and 169 macroinvertebrate taxa, including
19 mollusks, 34 paleopterans, 19 heteropterans, 28 coleopterans,
and 32 dipterans (121 insect taxa). The list of identified species
can be found in Supplementary Table S2.
Selected variables in dbRDA are shown in the Supplementary
Table S3. The proportion of metacommunity variation explained
by the selected significant variables, considering all three
components (E + S + T) together, varied between 0.09 in
Insecta and 0.33 in Ostracoda (average 0.20 ± 0.06). The
results of the variance partitioning analyses show a significant
effect of environmental, spatial and temporal components
for most taxonomic groups (Figure 2 and Table 1), with a
predominance of pure environmental over pure spatial and
temporal effects. Especially remarkable are the mixotrophic
phytoplankton, with a stronger pure temporal component than
any other phytoplankton group; Heteroptera, with a large pure
spatial component; and Diptera, with the highest pure temporal
component. We did not find significant pure environmental
effects only in Heteroptera and Insecta (probably influenced
by Heteroptera). Part of the variation of all phytoplankton
groups was significantly explained by pure spatial factors, but
none in the case of Rotifera, Branchiopoda and Paleoptera.
Finally, we found non-significant pure temporal effects only in
small body size taxa (Chlorophyceae, Diatomea, Branchiopoda
and Ostracoda), but these effects were always significant
in macroinvertebrates.
When comparing passive and active dispersers, the pure
environmental component was significantly higher in the former
group (Figure 3, Kruskal-Wallis: P = 0.037). On the other
hand, there were no differences neither in pure spatial nor
temporal effects between these groups. Therefore, although the
spatial structure and temporal dynamics seem to have the
same influence for both types of dispersal strategies, passive
dispersers seem to be more environmentally structured than
active dispersers.
In Table 2, we show the number and type of significant
environmental variables explaining the variance of each group.
In organisms with small body size and passive dispersal (from
Phytoplankton to Crustacea), species sorting is dominated
by limnological variables. In Mollusca and active dispersers,
limnological, climatic, and landscape variables seem to play
a similar role, but no hydrogeomorphological variables were
selected for insects.
The influence of the temporal component seems to follow
an increasing trend that might be related to increasing length
of the life-cycle, from phytoplankton groups to microscopic
metazoans to macroinvertebrate groups (Figure 4). However, we
did not find significant differences among these three groups
(K-W test, P = 0.354).
Frontiers in Ecology and Evolution | www.frontiersin.org 5 October 2020 | Volume 8 | Article 558833
fevo-08-558833 October 16, 2020 Time: 19:0 # 6
Gálvez et al. Time Shaping Tropical Temporary Ponds
FIGURE 2 | Results of variation partitioning analysis for each group of organisms. The percentage of variation explained by each component is represented with a
different color (green: pure environment; brown: environment-space overlap; red: pure space; dark blue: pure time; cyan: environment-time overlap; black:
environment-space-time overlap). Only significant components (P < 0.05) are shown. Taxa in bold type include species from the following underlined groups.
TABLE 1 | Results of variation partitioning analysis for each group, where E, environmental component; S, spatial component; T, temporal component.
Taxonomic group E| (S + T) S| (E + T) T| (E + S) (E ∩ S)| T (E ∩ T)| S (S ∩ T)| E E ∩ S ∩ T E + S + T
Phytoplankton 0.07** 0.03** 0.01** 0.08 0.02 0 0 0.21**
Cyanobacteria 0.05** 0.06** 0.02** 0.03 0.01 0 0 0.17**
Chlorophyceae 0.09** 0.04** 0n.s. 0.07 0 0 0 0.20**
Mixotrophic phytoplankton 0.04** 0.02* 0.04** 0.04 0 0 0 0.14**
Diatomea 0.12** 0.04** 0.01n.s. 0.05 0.01 0 0 0.23**
Rotifera 0.08** 0.01n.s. 0.03** 0.09 0.01 0 0 0.22**
Crustacea 0.06** 0.07** 0.02** 0.05 0.05 0 0 0.25**
Branchiopoda 0.19** 0n.s. 0.02n.s. 0 0.01 0 0.01 0.23**
Copepoda 0.06** 0.07** 0.02* 0.09 0.02 0 0 0.26**
Ostracoda 0.13** 0.05* 0.01n.s. 0.14 0 0 0 0.33**
Macroinvertebrates 0.02* 0.06** 0.03** 0.03 0.02 0 0 0.16**
Mollusca 0.11** 0.08** 0.04** 0.05 0.03 0 0 0.31**
Insecta 0.01n.s. 0.05** 0.02** 0.01 0 0 0 0.09**
Paleoptera 0.04* 0.02n.s. 0.02* 0.06 0 0 0 0.14**
Heteroptera 0.02n.s. 0.15** 0.02* 0.01 0.01 0 0 0.21**
Coleoptera 0.08** 0.02* 0.02* 0 0.02 0 0 0.14**
Diptera 0.04** 0.03** 0.05** 0 0.01 0 0 0.13**
The table shows the proportion of variation (R2adj ) explained by each pure component and the overlaps between components. Significance codes: **(P < 0.001),
*(P < 0.05), n.s. (non-significant).
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FIGURE 3 | Percentage of metacommunity variance explained by pure environmental, spatial and temporal components, according to the type of dispersal of the
studied groups of organisms.
Finally, separated variation partitioning analyses for each of
the three sampling seasons were carried out for five different
groups of organisms (Phytoplankton, Rotifera, Crustacea,
Mollusca, and Insecta) (Figure 5 and Table 3) to check
for variability of spatial and environmental effects through
time. Selected variables are shown in the Supplementary
Table S4. We observed a temporal variation in the percentage
of variance explained by the pure environmental component,













Phytoplankton 7 2 1 2 2 0
Cyanobacteria 3 1 0 1 0 0
Chlorophyceae 5 1 0 3 0 2
Mixotrophic phytoplankton 2 1 1 1 0 2
Diatomea 4 1 1 3 1 1
Rotifera 5 2 1 1 1 2
Crustacea 6 1 2 2 2 1
Branchiopoda 7 0 0 2 0 0
Copepoda 2 1 1 1 1 0
Ostracoda 3 4 2 2 0 0
Macroinvertebrates 0 2 0 1 2 1
Mollusca 2 1 1 1 1 0
Insecta 0 1 1 0 0 1
Paleoptera 1 1 2 0 0 1
Heteroptera 1 1 0 0 0 0
Coleoptera 1 1 1 0 1 0
Diptera 1 0 1 0 1 0
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FIGURE 4 | Percentage of variance explained by pure temporal effects for
three groups with different generation times: Phytoplankton (Cyanobacteria,
Chlorophyceae, mixotrophic phytoplankton, and Diatomea),
Microinvertebrates (Rotifera, Branchiopoda, Copepoda, and Ostracoda) and
Macroinvertebrates (Mollusca, Paleoptera, Heteroptera, Coleoptera, and
Diptera).
even though this component appears to be significant in every
group through time. The pure spatial component decreases
with time in every group except for Mollusca, which do not
present a significant pure spatial component in any sampling
period, and for Insecta, whose pure spatial component remains
almost constant.
DISCUSSION
Our results show that species distributions of most of the
studied taxa are environmentally, spatially and temporally
structured, notwithstanding the relatively low percentage of
variances explained by the set of selected variables. Such low
values are not uncommon, according to previous studies of
freshwater metacommunities (Soininen et al., 2007; De Bie
et al., 2012; Padial et al., 2014; Rojo et al., 2016) and, because
we made an intensive effort of environmental and spatial
characterization, the unexplained variation might be largely
attributable to other unmeasured processes. For example, biotic
interactions such as predation, competition, facilitation, etc.
seem to play an important role structuring metacommunities,
increasing the influence of environment (both abiotic and biotic)
on metacommunity assembly (Leibold and Chase, 2018; García-
Girón et al., 2020). Furthermore, ecological drift, or random
variation of species abundances, generating differences between
sites, is also a strong process influencing metacommunity
structure and dynamics (Jeffries, 1988; Chase, 2007).
Temporal effects were found to be relevant in our analysis of
metacommunity dynamics. On the one hand, there is an overlap
between temporal and environmental components that suggests
that part of the significant environmental variables undergo
temporal changes throughout the hydroperiod (Bellier et al.,
2013). In this sense, species sorting snapshot studies are not fully
representative of the whole metacommunity (Rojo et al., 2016).
Actually, in highly dynamic ecosystems such as ponds, temporal
changes drive fast variations in community structure through
FIGURE 5 | Results of variation partitioning analyses of Phytoplankton, Rotifera, Crustacea, Mollusca, and Insecta studied for each sampling season separately. The
variability among seasons is represented in a boxplot graph. The percentage of explained variation for each component is represented with a different color.
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TABLE 3 | Results of variation partitioning analysis for Phytoplankton, Rotifera,
Crustacea, Mollusca and Insecta, each sampling campaign analyzed separately,
where E, environmental component; S, spatial component.
Taxonomic group E| S S| E E ∩ S E + S
Phytoplankton
Season 1 0.13** 0.09** 0.07 0.29**
Season 2 0.19** 0.02n.s. 0.02 0.23**
Season 3 0.06** 0n.s. 0.05 0.11**
Rotifera
Season 1 0.08** 0.02n.s. 0.06 0.16**
Season 2 0.16** 0.1** 0.04 0.30**
Season 3 0.16** 0n.s. 0.14 0.30**
Crustacea
Season 1 0.06* 0.03n.s. 0.05 0.14**
Season 2 0.13** 0.03n.s. 0 0.16**
Season 3 0.1** 0n.s. 0.03 0.13**
Mollusca
Season 1 0.12* 0n.s. 0.1 0.22**
Season 2 0.26** 0n.s. 0.09 0.35**
Season 3 0.1n.s. 0n.s. 0.23 0.33*
Insecta
Season 1 0.01n.s. 0.07** 0.05 0.13**
Season 2 0.01n.s. 0.05** 0.01 0.07**
Season 3 0.07** 0.08** 0.07 0.22**
The table shows the proportion of variation explained (R2adj ) by each
pure component and the overlap between components. Significance codes:
**(P < 0.001), *(P < 0.05), n.s. (non-significant).
turnover processes. On the other hand, we found significant pure
temporal effects on most organisms, which even had a stronger
influence than pure spatial or pure environmental components
in some cases: the temporal component was higher or equal
than environmental or spatial effects in 9 out of 17 taxa, being
the most important component in Diptera (5% of variance
explained, maybe influenced by seasonal dynamics in some
families such as Chironomidae or Culicidae; Yunjun and Xiaoyu,
2007). Most previous studies focused on the temporal change
of species sorting and neutral effects by comparing between
sampling periods (e.g., Fernandes et al., 2014; Rojo et al., 2016),
not checking the proportion of variation explained by time itself
and, when they did, they usually found a very weak or non-
significant influence of temporal effects on the metacommunity
(Anderson and Gribble, 1998; Padial et al., 2014). However, our
results show that time per se, can indeed be an important element
in metacommunity structure, even more important than space
and environment in some cases, as also found by Bortolini et al.
(2019) in a study of subtropical phytoplankton.
Species sorting appears to be an important process for most
groups, evidenced by the significant percentage of variance
explained by the pure environmental component in all the
groups except Heteroptera and Insecta. In addition, this
component showed the highest explanatory power in 9 out of 17
metacommunity groups being analyzed. These results highlight
the idea that pond communities, even in tropical regions with
high species richness and relatively low environmental variability,
can be structured by the environment. As a consequence of the
relatively small overall niche space in relation to the high number
of coexisting species responding to this reduced environmental
variability, we might expect narrow realized niches due to
niche packing (Lamanna et al., 2014). In addition, we found
high percentages of overlap between the environmental and
spatial components, perhaps attributable to spatially structured
environmental gradients (Clappe et al., 2018), such as climate or
landscape variables.
The observed niche-related processes seem to be modulated
by dispersal capability. According to the selected environmental
variables, passive dispersers were strongly influenced primarily
by limnological variables. Many phytoplankton and zooplankton
species have wide distributions (Vyverman, 1996; Finlay, 2002;
Forró et al., 2008; Segers, 2008) (but see Fontaneto, 2011), and
their resting forms are highly resistant to environmental stress
(Alekseev et al., 2007; Holzinger and Karsten, 2013; Radzikowski,
2013). The distribution of these organisms is therefore unlikely
to be controlled by regional environmental variables, such as
climate or landscape, so that local environment might play a
stronger influence in their colonization success and population
dynamics. On the other hand, we found that active dispersers
were influenced at a similar intensity by both local (limnological)
and regional (landscape, geographic) variables, being sensitive to
aquatic and terrestrial environmental conditions, as also found
by other authors (Nnoli et al., 2019). Passive dispersers showed
higher pure environmental effects compared to active dispersers,
in agreement with previous works that found that the distribution
of organisms with high dispersal ability, such as phytoplankton,
was more influenced by local environmental conditions (Padial
et al., 2014), although other authors consider that actively
moving organisms should show a stronger relationship with
environmental factors than passively dispersing ones (De Bie
et al., 2012; Soininen, 2014). Maybe insects, despite being able
to fly, are not so easily dispersed at long distances as are
passive dispersers such as algae, rotifers or microcrustaceans.
These differences may even be stronger in tropical areas due
to the expected increase in dispersal limitations (mountains are
“higher” in the tropics; Janzen, 1967). The relative influence
of space and environment on metacommunity organization
depends on the extent of spatial and environmental gradients
and on connectivity, not only on organisms’ dispersal traits
(Heino et al., 2015; Castillo-Escrivà et al., 2020). One may expect
that if we would include semi-permanent ponds and seasonally
connected ponds, or other types of water bodies, in the study,
the observed influence of species sorting on the structure of
aquatic metacommunities would probably increase (Wellborn
et al., 1996; Cottenie et al., 2003). We need not to forget that other
factors may influence the relative influence of these components,
such as the number of measured environmental variables, the
way that space is considered in the analyses, the sampling
resolution, habitat heterogeneity or species pool size (Leibold and
Chase, 2018). In any case, our expectation that small body sized,
passively dispersing organisms are proportionally less affected by
spatial factors than environmental ones, seem to be supported,
although perhaps not so much because of the influence of flood
connectivity but rather by regionally related aspects of reduced
dispersal in larger bodied organisms such as the abovementioned
Janzen’s effect.
Neutral processes seem to have high importance in these
isolated systems, as suggested by the residuals and the significant
pure spatial component in most of the analyzed groups, in
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agreement with previous studies (De Bie et al., 2012; Baguette
et al., 2013). This component was especially strong for the
flying Heteroptera, with about 70% of their total variation
explained by pure spatial effects. This was unexpected, given
the high dispersal ability and colonization efficiency of many
heteropterans (Williams, 2005), so this perhaps reflects high
small-scale dispersal among nearby ponds, together with larger-
scale dispersal limitation. In this sense, the distribution of
some groups with low dispersal ability, such as Mollusca, is
expected to be more affected by dispersal limitation than by
mass effects dynamics, although this depends on sampling
extent and connectivity. On the other hand, groups with high
dispersal ability, sometimes with cosmopolitan distributions, also
showed a significant pure spatial component, which cannot
be directly attributable to dispersal limitation but perhaps to
mass effects instead (Leibold et al., 2004; Ng et al., 2009;
Winegardner et al., 2012). Due to the similar percentage
of variance explained by the pure spatial component in
groups with very different dispersal strategies and abilities
(e.g., Chlorophyceae: 4%; Cyanobacteria: 6%; Copepoda: 7%;
Mollusca: 8%; Diptera: 3%) we interpret that both dispersal
limitation and mass effects may contribute to spatially structuring
the studied metacommunity (Declerck et al., 2011). However,
the relative importance of spatial factors compared to species
sorting was not as high as we initially expected from the
reduced environmental fluctuations in tropical environments,
so we must reject our hypothesis that environmental processes
should have a lower influence than spatial processes in tropical
metacommunity organization.
Even though the temporal effects were found to widely
vary among taxonomic groups with similar generation times,
the influence of the temporal component related positively
(although this relationship was not significant) to organism
generation time (or its surrogate of body size). Many biological
processes that strongly affect individuals and populations
of (aquatic) organisms, such as maturation, reproduction,
senescence, or population growth depend on time spanned (Lahr
et al., 1999; Cayrou and Céréghino, 2005; Williams, 2005). In
addition, egg-bank hatching and immigrant colonization are
also time-dependent (Frisch and Green, 2007; Vanschoenwinkel
et al., 2010). We found no significant differences in the
temporal component between active and dispersal colonizers,
so we cannot state that any of these groups is more
strongly structured by time-related processes. We could not
provide a strong support for our expectation of higher
temporal effects in longer-lived organisms, but the observed
(non-significant) trend calls for further research on this
possibility, maybe increasing the time extent to be able to
detect temporal effects (Castillo-Escrivà et al., 2020). The
taxonomic groups with non-significant temporal effects were all
passive dispersers, which usually leave diapausing propagules
in the sediment and have fast life-cycles. These temporal
effects or their lack thereof might therefore be related to
colonization processes (faster from the sediment, with certain
lag from other ponds), increased turbidity and dilution of
planktonic populations during the rainy season, overlapping
generations, biotic interactions or metamorphosis and flee
from the waterbody by juvenile insects when molting to
flying adult instars (Anderson et al., 1999; Williams, 2005;
Nursuhayati et al., 2013).
Snapshot surveys are common in metacommunity studies,
and high variability of results are observed between them
regarding the most influential factors, with even contradictory
conclusions (e.g., De Bie et al., 2012; Farjalla et al., 2012).
When analyzing our temporal series as three separate snapshots,
we found clear differences not only between periods but
also compared to our overall results when analyzing the
three sampling campaigns altogether. These inconsistencies
evidence that single-survey metacommunity studies may drive
to misleading or uncomplete conclusions. Our results show
an unexpectedly high neutral-based structuring during the
seasons corresponding to infilling and maximum flooding, that
eventually decreases during the dry season (the desiccation
phase), in relation to the relative importance of environmental
filtering for all groups (except Mollusca). The observation of
relatively high neutral structure at the onset of the hydroperiod
was previously observed by Castillo-Escrivà et al. (2017c) in
ostracods from temporary lakes, suggesting an initial hatching
bloom of opportunistic species from the egg bank (Olmo
et al., 2012) provoking more random associations that would
later become structured by species filtering, i.e., niche-related
processes. As previous studies suggest, seasonal floods produce
spatial deconstruction, increasing connectivity and dispersal
of many organisms, so as dilution effects and environmental
homogenization (Thomaz et al., 2007; Rojo et al., 2016). Thus,
in early phases of the hydroperiod, community structure might
highly depend on egg-bank hatching and, soon after, also on
spatial processes, such as hydrochory via flooding or colonization
by immigrants. Conversely, pond isolation and consequent
environmental heterogenization as the pond succession proceeds
toward the end of the rainy season produce an increment of
species sorting effects (Fernandes et al., 2014). However, in
organisms without an egg bank, such as most aquatic insects, we
observe a constant strong influence of pure spatial components.
Insects must leave ponds before desiccation and recolonize
other water bodies after infilling, so that colonization events
can happen repeatedly all along the hydroperiod (Tronstad
et al., 2007), but constrained by life-cycles and distance between
sites. Anyway, when comparing snapshot and periodic sampling
analyses considering time as a set of variables to partial out
different structuring effects, remarkable differences can arise;
for instance, in the whole hydroperiod analyses of the mollusk
metacommunity, the pure spatial component explained an
important percentage of variance, while it appeared to be non-
significant in single-period analyses, where there is a higher
overlap between spatial and environmental effects. This overlap
could then be disentangled when considering three sampling
periods together.
We may conclude that time is a relevant factor organizing
metacommunities of tropical temporary ponds, becoming almost
as important as environment and space (Langenheder et al.,
2012), as expected from ecological theories of community
assembly and succession (Pickett et al., 2011; Fukami, 2015).
Many temporal processes are difficult to study, especially
long-term ones, but short-term temporal dynamics seems to
modulate tropical (pond) metacommunities on a par with
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niche and dispersal related processes. In addition, species
with larger body sizes (and longer generation times) seem
to be more influenced by environment-independent temporal
effects than smaller, faster developing, organisms. However,
despite the importance of spatio-temporal factors influencing
metacommunity structure, environment seems to be the main
process in metacommunity assembly, supporting the relevance
of the species sorting paradigm. Moreover, this environmental
component is higher in passive dispersers, mainly influenced
by local environment, than in active dispersers, influenced by
local and regional environment. Finally, our results show that
in many organisms, environmental and spatial components are
highly variable between periods, so snapshot surveys provide only
partial information about metacommunity organization.
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